. already been documented in many reports (Martinez-Hennandez, 1987; Lambents and Goldsmith, 1986; Mitchell et al., 1985; Nathrath et al., 1985; Puchtler and Meloan, 1985; Hazen-Martin and Simson, 1984; Morris and Barber, 1983; Berod et al., 1981; Lenard and Singer, 1968 (Riederer et al., 1986 (Riederer et al., , 1987 Zagon et al., 1986) , and neurofilament proteins representing the intermediate filament family in neunons (for reviews see Matus, 1988; Shaw, 1986 
Results and Discussion

Effect of Fixation on Proteins in Solution
Brain proteins were exposed to a series of various concentrations ofpanaformaldehyde and glutanaldehyde, alone or in combination (as outlined in Figure  1A) . The dot-immunobinding assay used to detect brain spectnin (240/235) in fixative-treated and -untreated brain homogenates ( Figure  1B) indicated some decrease of immunostaining after parafonmaldehyde exposure and substantial reduction after treatment with increasing glutanaldehyde concentrations.
But amido black staining intensity of brain proteins on dots did not reveal changes in protein binding to nitrocellulose after fixative treatment. The quantitative immunodot assay was applied to determine brain spectnin (204/235) in brain homogenate dots ftom the same series as the previous assay ( Figure  1C ). In addition, punfied brain spectnin (240/235) after fixative exposure was utilized ( Figure  1D ). The results ( Figures  1C and 1D) high glutaraldehyde concentration only 10% of immunoreactivity remained ( Figure  1D , Lanes 6, 7, and 10). In the presence of other proteins, as in brain homogenates ( Figure  1C) or in brain tissue of cryostat sections ( Figure  1E ), with the same glutaraldehyde concentrations a slightly higher immunoreactivity was measured. These results suggest that aldehydes change the conformation ofbrain spectrin, expressed as reduced immunoreactivity.
Paraformaldehyde has a milder effect than glutaraldehyde on the antigenic sites within the brain spectrin molecule.
Influence ofFixatives on Tissue Proteins In Situ
The effect of fixatives on cryostat sections of mouse brain tissue indicated a similar pattern ( Figure  lE) (1988) also measured some brain spectnin loss from only ethanol-acetone-fixed brain tissue, but it is not clear ifsuch a loss occurs evenly throughout the brain sections. Even ifsome brain spectnin is lost, the remaining brain spectnin immunoneactivity exceeds the aldehyde-fixed brain spectnin immunoneactivity (where all brain spectnin should still be present). It remains to be studied in more detail if the loss of brain spectnin immunoneactivity after aldehyde fixation occurs uniformly on depends on the local arrangement.
Cross-linking of Cytoskeletal Proteins
In Figure 3A , the extent of cross-linking of brain proteins is determined on a Coomassie blue-stained Serial cryostat sections were treated as in Figure 1A with fixatives (corresponding to lanes 1-10) and were stained by the peroxidase method for detectable brain spectrin (240/235). mol, molecular layer; igl, internal granule layer; med, medullary layer. Control section (C) was stained with pre-immune serum and showed no immunocytochemical reactions. Bar = 20 tm.
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TESTS 679 electrophonesis gel. Among these proteins is also brain spectnin, which seems to cross-link faster owing either to its larger size or to its close association with other proteins, whereas other proteins such as tubulin and actin are not as readily cross-linked.
24O 220-
.
B iLII1EiL1i1LL
12345678 with an additional post-fixation period of several hours (Lanes 3, 5, and 7). The dot-immunobinding assay was found a helpful tool to measure brain spectnin immunoneactivity ( Figure  3B) ., , P 4ED'
. , Figure 4 . Micrographs of rat brain cerebelar tissue, stained with monoclonal antibodes against the 200 KD neurofilament protein (panels 1, 2) and the 150 KD neurofilament subunit (panels 3, 4). In addition, sections of panels 2 and 4 were exposed to 4% paraformaldehyde/0.5% glutaraldehyde before immunostaining. Arrow with star points to some remaining immunoreactivity, sparsely distributed in the lower granule layer adjacentto the medullary layer, which probably represents neurofilament staining in cross-cut axons. mol, molecular layer; igl, internal granule layer; med, medullary layet Bar = 20 xm.
